type pbdozi; 1486 bps) and control primers 537 538, amplifying a fragment of p28. Cloned line 560cl2 and 611cl1 were used for all further experiments and named pbdozi null mutants.
The absence of transcript in the pbdozi null mutants was confirmed by northern analysis of RNA from gametocytes using as a probe the PCR-amplicon 2339 2381 representing the entire ORF of pbdozi.
Localisation of DOZI and p25 or p28 transcripts in female gametocytes by FISH. Fluorescent In Situ Hybridisation (FISH) to detect p25 and p28 transcripts was done as described (7) . Probes were generated by PCR for p25 (1462 1463) and p28 (537 538), and direct Cy3-labeling was achieved by nick-translation of 1 µg of template DNA. For co-localization of mRNAs with DOZI::GFP, slides containing gametocytes were first processed for FISH, followed by incubation with a mouse monoclonal anti-GFP-antibody and a fluorescein-labeled goat-anti-mouse antibody. Parasites were analyzed using an Epi-fluorescence microscope (Leica DM-RA, Leica, Wetzlar, Germany) equipped with a cooled CCD camera (Photometrics, Tuscon, Arizona). In addition, live DOZI::GFP expressing gametocytes were observed and photographed using GFP filter settings on a Leica fluorescence MDR microscope and a DC500 digital camera.
Immunoblots. Antibodies used in Western blot analyses were: a monoclonal mouse anti-GFP antibody (Roche; 1:10000), a polyclonal rabbit anti-P47 antiserum (8) , a polyclonal rabbit anti-Artemia-eEF1A antiserum (9) (1:5000), rabbit polyclonal anti-P28 antisera (881 and 882; 1;200) and mouse monoclonal Microarray analysis. Sixty-mer oligonucleotides for the 5283 predicted P.
berghei transcripts were designed using the Oligo Picky software (10) .
Oligonucleotide sequences were designed to be complementary to regions within 1 kb from the 3' UTR of transcripts and had a minimal sequence identity overlap with non-target transcript sequences. Microarrays were constructed through in situ synthesis of oligonucleotides on glass slides by Agilent Technologies (www.agilent.com).
Purified gametocytes were obtained from 2 mice infected with wild type P.
berghei (cl15cy1), and from 2 mice infected with the pbdozi null mutant (560cl2)
as described (5) . RNA from all parasites was extracted with TRIzol according to the manufacturer's instructions. Fluorochrome cRNA labeled probes were synthesized from 2 µg RNA using the Agilent Technologies low input linear amplification RNA labeling kit according to the manufacturer's instructions. Probe quantity was estimated with a Beckman DU640 spectrophotometer and 16 hours hybridizations were done with the Agilent Technologies in situ hybridization kit according to manufacturer's instructions. After washes, microarrays were scanned with an Axon GenePix 4200AL scanner. Scan images were analyzed and raw data for Cy5 and Cy3 signal and ratio values were generated with Genepix Pro 6.0 software (Axon Instruments, Union City, CA). The minimum signal intensity was set to 100 fluorescent units and the signal to background ratio cut-off was set to 2.0 for both Cy5 and Cy3 channels. Two independent pbdozi null mutant clones were assayed in 2 and 3 technical replicates, respectively. The background subtracted median fluorescent values were normalized according to a LOWESS normalization method and Cy5/Cy3 ratios from replica assays were subjected to T-Tests with a 0.05 P-value using the TIGR MIDAS and MeV software (www.tigr.org). Microarray gene expression data are presented in Supplementary   Table S1 . Table S3) .
Reverse Transcription quantitative PCR (RTqPCR).
RNA samples were reverse-transcribed using Superscript III (Invitrogen) with random hexamers.
Real-time quantification was performed using the QuantiTect SYBR Green PCR Kit (Qiagen) and ABI Detection System ABI Prism 7000. All PCR reactions were performed in triplicate. Specificity of the PCR reactions was assessed by analysis of melting curves for each data point. A non-differentially expressed gene, pb301087.00.0, and comparative data from northern blots were used for normalization of cDNA templates.
Reverse Transcription-PCR, RTqPCR and FISH analyses of RNAs recovered from immunoprecipitations (IP)
. 5 uls total RNA from each IPeluate, the corresponding wash supernatants and the input material were treated in the presence of 40 units RNasin (PROMEGA) for 50 minutes at 37°C with 1 unit DNaseI (PROMEGA) followed by addition of 2 uls stop solution and a 10 minute incubation at 65°C. To each sample was then added 100 pmoles of oligo d (T) primer and incubated at 65°C for 10 minutes followed by cooling on ice for 2 minutes. Samples were then divided in 2 aliquots (RT-negative and RT-positive), and only to the RT-positive sample added SuperscriptIII Reverse Transcriptase (200 units, GIBCO). RT-negative samples were treated otherwise exactly as RTpositive samples. RT was carried out at 46°C for 60 minutes followed by enzyme inactivation at 70°C for 15 minutes; finally 2 units RNaseH (GIBCO) were added for 20 minutes at 37°C. For PCR 2 uls were diluted 1 / 50 in water and 2.5 uls were used in PCR with primers shown in Table S4F . No amplicons were identified with any of the RT-negative templates.
RT-qPCR assays were performed as described above; primers used are shown in Table S4E .
Templates for Cy3 or Cy5-labelling of probes used in FISH analysis were generated by PCR using cDNA as template (for primers see Table S4F ). Labelling of probes by nick-translation and FISH of DOZI::GFP parasites followed by IFA detection of DOZI::GFP was as described above, except that label incorporation for the pb300567.00.0-probe was achieved during PCR. Each amplicon was also TOPO-TA cloned and sequenced. Table S1 . In the presence of the RNA helicase DOZI specific transcripts are assembled into translationally quiescent mRNPs in the female gametocytes that are the precursors of the female gametes. These mRNAs are stored for later translation after gamete formation and fertilisation, which occurs in the mosquito. The stable assembly of such translational repressor complexes for the transcripts p25 and p28, encoding surface proteins of the zygote, is absolutely dependent on the activity of DOZI; in the absence of DOZI these transcripts are neither stored in silent mRNPs nor transported to translating polysomes but instead are specifically degraded.
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